Background: We hypothesized that the cardiovascular responses to Surviving Sepsis Guidelines (SSG)-defined resuscitation are predictable based on the cardiovascular state.
Introduction
Human sepsis is the result of a complex pathological process characterized by an infection-induced generalized intravascular inflammatory state causing marked dysregulation of cardiovascular adaptive responses [1, 2] . Initial management, as defined by the Surviving Sepsis Guidelines (SSG), focuses on source control, early broad-spectrum antibiotics, and cardiovascular stabilization [3] . Systemic hypotension often persists following initial volume expansion (VE), independent of cardiac index (CI) characterizing generalized vasoplegia and ventricular dysfunction [2] . These complex and changing processes make the cardiovascular management of septic shock patients not only difficult but preclude simple formulaic approaches. Importantly, the fundamental pathological states defining human septic shock and its cardiovascular response to resuscitation therapies have not been described together. For example, levels of volume responsiveness, cardiac contractility, and ventriculo-arterial coupling (VAC) prior to resuscitation have been described, but not in the same subjects. Since there is much heterogeneity in individual patient cardiovascular reserve, we reasoned that there would be great value in linking disparate measures from different validated techniques into a common methodological approach and then applying a fixed generally recognized resuscitation protocol within this context. Intravascular fluid infusion to restore an adequate pressure gradient for venous return, vasop ressor-induced increased vasomotor tone to maintain organ perfusion pressure, and inotropes to improve cardiac contractility represent the three primary cardiovascular therapies used to restore cardiovascular stability in septic shock patients [3] . A more efficient and effective personalized resuscitation would greatly benefit from such an understanding of the patient's initial cardiovascular state, reserve, and response to resuscitation efforts.
We and others have documented the ability to estimate at the bedside of patients in septic shock mean systemic pressure (Pms) [4] , left ventricular (LV) end-systolic elastance (Ees) [5] , arterial elastance (Ea), and their associated derived cardiovascular parameters, allowing a deeper understanding of cardiovascular status and response to therapy. For example, based on Guytonian physiology, for cardiac output (CO) to increase, the pressure gradient for venous return (Pvr) (Pms minus right atrial pressure (Pra)) must increase [6] , the resistance to venous return decrease [7] , or both. Similarly, global cardiac efficiency (Eh) is quantified as the ratio of Pvr to Pms, with the more efficient heart increasing Pra less with fluid administration as CO increases [8] . Furthermore, the ratio of Ea to Ees, defining VAC [9] , independently predicts outcomes in patients with cardiovascular disease [10] and is impaired in vasoplegic [11] and septic shock patients [12] , suggesting that some of the septic myocardial depression reflects decoupling [13] . VAC is tightly linked to measures of LV ejection efficiency (LVeff), defined as the ratio of external work to total cardiac work during one cardiac cycle and is considered a major determinant of cardiac performance, being impaired if the Ea/Ees ratio varies too far in either direction from normal. Also, the dynamic measures, such as pulse pressure variation (PPV) or stroke volume variation (SVV), predict volume responsiveness [14] , and the ratio of PPV to SVV, termed dynamic arterial elastance (Ea dyn ), predicts the blood pressure response to changing cardiac output [15] or decreasing norepinephrine [16] . Thus, bedside clinicians have available to them an impressive array of potential cardiovascular diagnostic tests to define the cardiovascular state and reserve of their patients as well as accurately predict their response to specific therapies.
Although these powerful methods have been used separately to assess selected cardiovascular aspects of septic shock resuscitation, their combined analysis during protocolized resuscitation steps in septic patients is lacking. Thus, we analyzed the cardiovascular effects of stand ardized SSG resuscitation protocol [3] in septic patients. We hypothesized that the cardiovascular responses to resuscitation are predictable based on the cardiovascular state as quantified by these measured cardiovascular variables.
Methods
After ethical committee for human experimentation approval of both institutions, we enrolled 55 septic patients treated according to SSG [3] . Entry criteria included all patients sequentially presenting with presumed sepsis during the hours when the investigators (FG, PB) were available. Sepsis was defined as a probable infectious etiology, hypotension (mean arterial pressure (MAP) < 65 mmHg), and lactic acidosis (lactate > 2 mmol dL
−1
). All patients who became stable signed informed consent, whereas those who never regained consciousness did not sign the consent but, as allowed by EEC rules, were still included in the analysis. We excluded patients < 18 years of age and those patients with known significant mitral valve regurgitation and aortic valve or aortic pathologies because the arterial pressure signal was to be used to estimate CO.
Initial cardiovascular management included sequential VE with 30 mL/kg 0.9 N NaCl within < 3 h of enrollment, followed by norepinephrine infusion (NE), if needed to achieve an initial MAP > 65 mmHg following VE, titrated between 0.01 and 1 μg kg
, and then inotropic support with dobutamine was titrated between 5 and 15 μg kg
, if evidence of hypotension and organ hypoperfusion persisted following NE, with all treatments given within < 5 h after enrollment. We limit norepinephrine to 1 μg kg −1 min −1 to minimize the deleterious effects of high-dose vasopressors. All resuscitation decisions were made by the attending physicians. All patients had blood samples, appropriate body fluid, and other appropriate source cultures taken and received broad-spectrum antibiotics within 2 h of presentation and required mechanical ventilation. Prior to the initiation of the initial 30 mL kg −1 fluid bolus, we estimate that patients received between 250 and 500 mL 0.9 N NaCl during the initial instrumentation.
Patients were instrumented with a central venous catheter, to infuse fluids and drugs and to measure Pra, a radial artery catheter to monitor MAP, to measure systolic arterial pressure, and by uncalibrated pulse contour analyses (MostCare®, Vygon, Italy) to continuously estimate CI, LV stroke volume, SVV, and PPV. Transthoracic echocardiography (TTE) was performed upon admission and then after each therapeutic intervention, if needed. Transesophageal echocardiography was used when TTE did not give sufficient images to assess cardiac function. Echocardiographic estimates of CO were used to assess the accuracy of the Mostcare® CO measures across treatments. Electrocardiograph (lead 2) RR intervals defined heart rate (HR) and peripheral pulse oximetry pulse oxygen saturation. Controlled mechanical ventilation was at a tidal volume of 6-8 mg kg −1 ideal body weight with a positive end-expiratory pressure/ FiO 2 ratio as defined by ARDSnet guidelines [17] . Respiratory frequency was adjusted to end-tidal CO 2 between 32 and 35 mmHg.
Derived hemodynamic parameters were calculated using standard formulae as illustrated in Fig. 1 and described in the Additional file 1: Methods. Briefly, LV Ees was calculated by the single beat method of Chen et al. and Ea as the ratio of 0.9•systolic arterial pressure and SV [5] . Ees zero pressure intercept defined Vo, and the potential energy (PE) per beat defined by the area of the Ees to end-systolic volume triangle [18] . LV stroke work (SW) was the area inside the LV pressure-volume loop estimated as the product of end-systolic pressure (ESP) and SV. LV pressure-volume area (PVA) was the sum of PE and SW, and the SW to PVA ratio defining LVeff [18] . Analogue Pms (Pmsa) was derived from paired end-expiratory CO, Pra, and MAP measures by the method of Parkin and Leaning [8] , and (Pmsa-Pra)/Pmsa defining cardiac performance (Eh). End-systolic and end-diastolic volumes (ESV and EDV) were measured by echocardiography. All echocardiographic measures were made by clinicians (FG, PB) expert in single beat Ees and Ea estimates.
Statistical analysis
To obtain a statistical power of 0.8 with alpha 0.5 and 95% confidence intervals for the first enrollment were calculated a priori that we would need 42 patients [12] . Thus, we recruited over 50 patients to overcome any a priori un-estimated biases. All data was tested for normality using Shapiro-Wilk analysis, and paired sample t test and Wilcoxon ranked sign test were carried out to assess differences induced by interventions. Independent sample t test for normally distributed data and MannWhitney U test for nonparametric measurements were used to test differences between variables grouped by MAP restored (> 65 mmHg), MAP increased, and CI increased at ≥ 15%. Pearson's correlation analysis was used to find correlation between normally distributed data, Spearman's correlation was used for nonparametric data, and chi-square test was used to find correlation between categorical data. Receiver operating characteristic analysis was used to test sensitivity and specificity of hemodynamic variables in predicting changes in categorical endpoints. Statistical studies were two-tailed, and p value of less than 0.05 was considered significant. Analyses were performed using SPSS (v23 for Mac, IBM USA). Unless otherwise stated, data are presented as mean ± SD. 
Results

Baseline pre-resuscitation status
Patient features on admission are described in Table 1 . All were hypotensive (MAP 56.8 ± 3.1 mmHg) and tachycardic (113.1 ± 7.5 beats min −1 ), with elevated lactate levels (lactate 5.0 ± 4.2) and had an increase in Ea relative to Ees consistent with ventriculo-arterial uncoupling. CI was variable, but in 74%, CI was > 2 L min
. The mean admission SOFA score was 16.1, and the 30-day mortality rate was 47%. Thirty-day mortality was associated with higher admission lactate, BUN, and creatinine levels, but not with any other measured or derived hemodynamic variables. Specifically, 35 patients resolved their hypotension with VE alone but retained a 44% 30-day mortality rate, whereas those in septic shock had a 52% 30-day mortality rate of which was not significantly different. Additional file 2: Table S1 lists individual patient sepsis etiologies, SOFA and SAP II scores, and maximal doses of norepinephrine and dobutamine given. Table 2 summarizes the cardiovascular parameters prior to and after the three sequential interventions, and Fig. 2a and b diagrams the associated mean ventriculo-arterial coupling and venous return-LV output changes while Additional file 3: Figure S1 -S9 shows individual variables over each step per patient. In all subjects with all treatments, changes in CO co-varied in proportion to changes in Pvr (Fig. 3) .
Effect of VE
The effects of VE on hemodynamic parameters are reported in Table 3 . In all patients, both MAP and CI improved following VE, as well as cardiac contractility (Ees). Regarding Guytonian physiological parameters, fluid administration improved Pra, Pmsa, and Pvr in all patients. Moreover, both HR and Ea decreased, causing VAC to improve toward normal values, thus improving both LVeff and Eh. However, these hemodynamic changes were not uniformly observed across patients. Table 3 shows predefined subgroup analyses for CI and MAP responders and non-responders to each step of the protocol. Additional file 3: Figure S10 and S11 displays the CI responders (increase in CI > 15%) versus non-responders to a VE of 30 mL/kg of crystalloids, NE and dobutamine, respectively; Fig. 4 Figure S12 , S13, S14). As expected, VE-induced CI increases were associated with decreases in both PPV and SVV. Similarly, CI responders had higher baseline Ea dyn , Ea, and Ees than CI non-responders. Importantly, a VE of 30 mL/kg of crystalloid also increased MAP > 65 mmHg in 35 patients (MAP responders). CI responders > 15% (Fig. 4) increased SV, arterial pressure, and Ees, whereas non-responders only increased LV end-diastolic volume and SV. MAP responders had higher PPV, SVV, and Ea dyn than MAP non-responders. An Ea dyn < 0.76 predicted MAP non-responders (Fig. 6) , whereas baseline Ea > 1.9 mL mmHg
displays the Ees and Ea
was a weak though also significant predictor of MAP responders. Finally, patients with more normal baseline Ea/Ees had greater increases in CI and MAP. Additional subgroup analyses are given in Additional file 1: Results.
Effect of NE
NE was given to the 20 of 55 patients who remained hypotensive post VE. NE increased MAP in 12 patients by 10 ± 2 mmHg and decreased MAP slightly in 8 by 2 ± 2 mmHg. NE was also associated with a decreased HR, PPV, and SVV, while Pra, Ea, Ea dyn , and Pmsa increased. VAC worsened to decoupled values like those seen at baseline, whereas both Eh and LVeff were unchanged. Those 12 patients in whom MAP increased > 65 mmHg (MAP responders) had higher pre-NE Ees and Ea values and lower HR than the MAP non-responders (Fig. 4c ). An Ea dyn > 0.83 and Ea > 1.75 predicted a MAP increase > 15% (Fig. 6 ). Not surprisingly, the CI response to NE was also variable, increasing in 5 and minimally decreasing in 4 patients. Interestingly, NE CO responders increased Ees improving VAC whereas non-responders did not (Fig. 4c) .
Effect of dobutamine
Dobutamine was given to 6 of the 8 patients whose MAP remained hypotensive following NE and VE. Dobutamine increased MAP, CI, and Ees causing VAC and Eh to improve. Both HR and Pra decreased, causing Abbreviations as in Table 1 , plus, SAP systolic arterial pressure, DAP diastolic arterial pressure, PPV pulse pressure variation, SV stroke volume, SVV stroke volume variation *p < 0.05 with respect to the preceding resuscitation step Fig. 2 Impact of resuscitation steps on ventriculo-arterial coupling (above) and venous return to cardiac out (below), using Fig. 1 conventions and abbreviations, and reporting the calculated Ea, Ees, VAC, LVef, and Eh for each step. Asterisk connotes a significant change in the value for the group from the previous condition Fig. 3 Relation between resuscitation step-induced changes in cardiac output (ΔCO) and changes in the pressure gradient for venous return (ΔPvr) for all subjects receiving volume expansion (blue), norepinephrine (orange), and dobutamine (red), with their associated linear regression lines Pvr to increase, whereas neither PPV, SVV, Pmsa, nor LVeff changed. Pre-dobutamine Ea was higher in those whose MAP increased (Ea 2.73 ± 0.12 vs. 2.16 ± 0.37 mL mmHg −1 , p = 0.02). Four of the 6 patients increased CO > 15%, and in those patients, Ees improved more than in the other 2 CO non-responders (Fig. 4d) .
Discussion
Our data demonstrate the heterogeneous cardiovascular profiles and responses to a SSG-defined resuscitation protocol in septic patients. Although our cohort received antibiotics within 2 h and VE within 3 h and completed the entire initial SSG protocol within 5 h, we still observed a 47% 30-day mortality underscoring the lethality of septic shock. Interestingly, survival was associated with admission lactate, BUN, and creatinine levels but not with initial hemodynamic measures including responsiveness to VE or NE. These data also illustrate four principal cardiovascular findings.
First, that in most patients, VE restores MAP to > 65 mmHg while simultaneously increasing CO, Ees, and Pmsa, resulting in an improved VAC, LVeff, and Eh. Presumably, the increasing MAP improved coronary perfusion increasing Ees. Although Ees is a load-independent parameter of LV contractility, LV contractility is also improved by restoring coronary perfusion pressure, which occurred in these patients (Figs. 2 and 4b) . Our results are also comparable to a large database analysis of septic shock patients (n = 3686) that reported only two thirds of patients being volume responders [19] . We enrolled patients prior to any fluid resuscitation other than an initial 250-500 mL fluid used during initial catheter insertion, which may not be the case with patients referred from the emergency department or ward where prior boluses of crystalloid fluids may have already been given. Thus, the percent volume responder may be less in a previously resuscitated cohort. Our data are also consistent with prior findings that PPV predicts CO responses to VE in septic patients [14] and that Ea dyn predicted the A B C D Fig. 4 Group difference ventriculo-arterial coupling between a mean values for all patients at baseline, and following VE, under NE, if needed, and then, if needed, under dobutamine. b Group differences in relations between those patients who increased their CI > 15% to a VE of 30 mL/ kg of crystalloids (responders) from non-responders. c Group differences in relations between those patients who increased their CI > 15% to NE (responders) from non-responders. d Group differences in relations between those patients who increased their CI > 15% to dobutamine (responders) from non-responders. The figure uses the same format, conventions, and abbreviations as Fig. 2 upper panel. LV left ventricle associated change in MAP in response to changing CO. [15] We found that individual patient MAP and CO responses to VE were variable, but accurately predicted by baseline PPV, SVV, and Ea dyn , suggesting that fluid resuscitation based on these dynamic measures may result in more efficient fluid resuscitation by giving less fluid to non-responders. Several patients did not increase the CO in response to VE. Non-responders may become volume overloaded, with its associated increase morbidity [20] . These data also support the clinical relevance of using dynamic measures to guide fluid resuscitation in septic patients as recommended by the SSG [3] . Similarly, as CO increased, both PPV and SVV decreased, showing that PPV and SVV trending can be used clinically to monitor dynamic changes in cardiac output in response resuscitation maneuvers in septic patients (Fig. 6 , Additional file 3: Figure S7 , S8), as previously suggested [14] . Second, NE increased Ea and MAP in most patients but did not achieve a MAP > 65 mmHg in a majority, consistent with prior studies of a variable response to norepinephrine in septic shock [21] . The pre-NE Ees, Ea, and VAC predicted which patients would increase most their CO, suggesting that baseline Ees and VAC define the LV response to NE. Importantly, NE infusion also induced ventriculo-arterial uncoupling to levels seen prior to resuscitation (Additional file 3: Figure S6 ) and also decreased LVeff, which, if sustained, might impair LV performance (Figs. 2 and 4c ). This data support the recent finding that sustained vasopressors use of > 6 h to maintain a MAP > 75 mmHg in septic shock is associated with increased mortality [22] . However, it is unclear what level of VAC, its duration, or level of exogenous catecholamines are necessary to create this detrimental effect. Recently, animal studies demonstrate that NE can impair LV ejection by increasing the magnitude of arterial pressure reflected waves during ejection, which also becomes manifest as VAC uncoupling without increasing coronary perfusion pressure [23] . As was also seen in patients with postoperative vasoplegia [11] , we observed that only patients with higher Ees and normalized VAC increased CO during NE (Fig. 4) , presumably because they can tolerate the increased afterload.
Third, when dobutamine was added, VAC normalized while CO increased in all subjects. MAP simultaneously increased by a small but clinically significant amount (Fig. 4a,  d ). These data underscore the impact that exogenous inotropic support may improve contractility in septic patients who may be affected by septic cardiomyopathy [13] . These data also demonstrate the combined effect of dobutamine Our data demonstrate that combined LV contractility and arterial tone processes, linked to venous return and LV performance [18] , interact to define the arterial pressure and CO response to VE, NE, and dobutamine. Similar pooled cardiovascular parameter analyses to ours in future studies may increase our understanding of how other vasoactive and inotropic therapies, like vasopressin, angiotensin II or methylene blue infusions, and the use of low-dose corticosteroids, impact cardiovascular performance [21] . 6 Receiver operator characteristic curse for each value for the most informative predictive variable and its threshold value to predict VEinduced changes in cardiac index (ΔCI) (upper panel) and MAP (ΔMAP) relative to baseline PPV and Ea dyn (middle panel) for all patients and relation between ΔMAP in response to NE and PPV and Ea dyn for all subjects given NE (lower panel)
Fourth, at all times (VE, NE, dobutamine), changes in CO were proportional to changes in Pvr, independent of Pmsa changes (Fig. 3) . These data are consistent with previous studies in postoperative surgical patients [24] , stable septic patients being weaned from NE [25] , and animals given dobutamine [7] and also validate that the Guytonian determinants of cardiovascular homeostasis [26] remain operative in septic patients during initial resuscitation. Specifically, VE and NE increased Pmsa and the subsequent change in CO was proportional to the change in Pvr. If NE decreased CO, it was because Pra increased more than Pmsa, as quantified by a decreasing Eh, whereas dobutamine, though decreasing both Pmsa and Pra, decreased Pra more, such that Pvr increased. Thus, modulating effective circulating blood volume with fluids and vasopressors is only one way to increase CO. Dobutamine increased CO by decreasing Pra. Importantly, septic patients still hypotensive during NE increased their MAP to dobutamine while restoring normal VAC, underscoring VAC as a fundamental determinant of MAP and CO responses in septic shock, as shown by others [11, 12, 18] .
Limitations
The study has several limitations. First, we did not personalize resuscitation therapy but used a defined SSG resuscitation protocol. Still, our findings agree with previous studies on VE responders [27] and support the use of dynamic parameters to predict CO and MAP responsiveness to VE [14, 15, 25] . Second, we only measured these cardiovascular variables during the initial 5-h resuscitation interval. Although we hypothesize that these parameters would continue to be predictive of cardiovascular response, other processes might decrease the predictive value of these measures. Still, during the initial rescue phase of septic shock [28] , these parameters appear robust. Third, Ea, Ees, and Pmsa were calculated using formulae rather than measuring them directly using more invasive means. Thus, to the extent that the assumptions made to create these measures are inaccurate in severe sepsis, our measurement accuracy will degrade. For example, Ea is highly dependent on heart rate. Still, in our subjects, though tachycardic were unchanged during resuscitation. We doubt that other calculation inaccuracies exist because all these measures have been validated against more definitive measures in animal models of septic shock [29] , and in humans during both septic shock [25] and post-cardiopulmonary bypass vasoplegia [30] . End-systolic pressure was estimated as 0.9•systolic arterial pressure measured at the radial artery. Systolic arterial pressure may be altered in sepsis as the measuring cite moves distal from the aorta. Still, in animal models, the subsequent change in systolic arterial pressure with resuscitation was similar across all measuring sites, meaning that the directional changes in calculated Ees and Ea would remain accurate independent of monitoring loci. Although we calculated Pmsa using formulae based on both CO and Pra [8] , the computational components for Pra were an order of magnitude less than the observed changes in Pvr. Furthermore, we validated our Pmsa measures on endotoxic dogs using direct measures of Pms by transient stop flow during step-wise volume infusion and withdrawal, demonstrating an excellent correlation [29] . Furthermore, our Ea and Ees values compare to those of other studies [11, 12, 18] . Finally, we estimated CO and SV using an uncalibrated arterial pressure waveform analysis algorithm (Mostcare®). To the extent that its assumptions become inaccurate during NE and dobutamine infusion, then the accuracy of these data will degrade. However, others have shown that the Mostcare® device follows CO in septic shock patients given NE [31, 32] . Furthermore, as listed in the methods, we checked the accuracy of the Mostcare® CO estimates with echocardiographic estimates at each step and found the two methods consistent.
Clinical perspective
From the clinical perspective, several points become clear. First, it is impossible to know a priori if a septic patient who presents with hypotension fits the Sepsis-3 criteria for septic shock [33] without first performing VE, as fully two thirds of our patients reversed their hypotension with the initial fluid resuscitation alone. Second, it is not clear if separating patients into either sepsis or septic shock is clinically relevant because the mortality rate in our cohort and their levels of end-organ injury was unaffected by this separation. Third, individualized fluid resuscitation based on the use of dynamic markers of fluid responsiveness allow for both accurate prediction of subsequent absolute change in cardiac output and, if followed continually, the actual changes in cardiac output over time. Fourth, although norepinephrine restores or sustained arterial pressure in septic shock patients, it does so at the expense of the heart, by selectively increasing Ea and decoupling LV ejection power from afterload. Thus, these data argue for limiting use of NE to initially restoring MAP and organ perfusion and then tapering it off once stable.
Conclusion
Initial fluid resuscitation based on SSG restores MAP and CI in most patients, while simultaneously restoring VAC and LVeff. However, individual patient responses vary widely. Similarly, the responses to NE in those persistently hypotensive or to subsequent dobutamine were also variable, but predictable based on their pre-treatment physiologic state. Finally, NE induced ventriculo-arterial decoupling which potentially may cause myocardial damage, if persistent. The bedside determination of Ea, Ees, and
